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Description 

This invention pertains to flow cytometry, and more particularly pertains to a flow cytometer in which 
simultaneous optical measurements and electronic particle volume measurements can be made. 

5 The history of flow particle analyzers is divided into two main lines of development, these being optical 
on the one hand and electronic on the other hand. Further, there have recently been various proposals for 
combining the optical and electronic techniques. A basic text covering the history of the entire field is 
FLOW CYTOMETRY AND SORTING: Melamed, Muilaney, Mendelson, et al., John Wiley & Sons; New 
York; 1979. In order to facilitate understanding the features and advantages of the present invention and by 

.10 way of a background to it, brief summaries of the development of the optical, electronic and combined 
techniques are set forth hereafter. 

Optical Flow Particle Analyzers 

is Optical flow cytometry has been in development over the last 25 years. These systems initially were 
used to count cells or particles in accordance with the change in absorbence of an illuminating light as the 
cells were passed through a glass capillary tube in the measurement path of a photoelectric measuring 
device. Later improvements included the provision of laminar sheath flow of the particles or cells past the 
observing area. In this, a suspension of the cells or particles under investigation is injected into a faster 

20 flowing stream of fluid. This faster flowing fluid provided a sheath around the particles, producing laminar 
flow. The laminar flow addition was important because it allowed use of a large diameter flow stream, thus 
minimizing clogging and precisely centering sample streams of particles or cells in an analysis volume. 

The literature concerning developments related to laminar flow and hydrodynamic focusing techniques 
is discussed in the FLOW CYTOMETRY AND SORTING text. Patents related to various aspects of this 

25 subject include United States Patents 3,299,354; 3,661,460; 3,738,759; 3,740,665; 3,810,010; 3,871,770; 
3,984,307; 4,140,966; 4,162,292; and 4,237,416. 

Besides absorption optical measures, both light scatter and fluorescence are techniques that have also 
been used to analyze cells or particles. In this connection, see the extensive discussion of these techniques 
and the bibliographies contained in the FLOW CYTOMETRY AND SORTING text discussed above. Patents 

30 related to light scatter techniques include United States Patents Numbers 3,614,231; 3,646,352; 3,669,542; 
3,705,771; 3,785,735; 3,786,261; 3,873,204; 3,960,449; 4,053,229; 4,173,415; and 4,188,121. Patents related 
to fluorescence techniques include United States Patents Numbers 3,788,744; 4,225,229; and 4,243,318. 

In 1965, Kamentsky et al were the first group to perform two parameter light measurements on cells by 
flow techniques. See Kamentsky et al; Spectrophotometer: New instrument for ultrarapid cell analysis, 

35 Science 150:630-631, 1965. In this work ultraviolet absorption by nucleic acids was measured while 
simultaneously analyzing light scatter. There are also many prior patents directed to multiple optical 
measurement, see United States Patents Numbers 3,662,176; 3,850,525; 4,038,556; 3,824,402; 3,916,197. 

The sensitivity of optical measurements is related to how much of the fluorescent light emitted by the 
particle can be collected, or how much of the incident light which is scattered or absorbed can be 

40 recollected. These parameters are related to the optical configuration of the instrument, including the 
numerical aperture (N.A.) of the lens system and whether the optical axis is parallel to or transverse to the 
stream of flow of the particles or cells. 

Optical systems have been described for measuring fluorescence in a particle flow stream parallel to 
the optical axis (axial flow). Some such systems have advantageously used incident light illumination, where 

45 the same optics are used to introduce light to the particle flow and to collect the fluorescent light from the 
particles. 

There have also been described optical transverse flow cytometers, where the flow of particles or cells 
is transverse to the optical axis. See, for example, United States Patents 4,056,324; 4,225,229; 3,720,470; 
and SCIENCE, Vol. 204, 27 April 1979, page 403. 

50 Axial Flow optical cytometers, although they have shown some very good results with fluorescence 
measurements, have several disadvantages. A light scatter parameter is not possible due to the difficulty in 
placing the detector behind the cells being measured. Secondly, an objective is necessary which has a 
significant depth of focus in order to focus through the cross stream trough onto the emerging cells or 
particles. This arrangement, because of the large depth of field, increases the vertical cell analysis volume 

55 significantly, thus limiting the rate at which cells can be analyzed. With the increased vertical cell analysis 
volume, two or more cells can be introduced into the analysis volume and detected as a single fluorescent 
pulse (coincidence problems). Finally, the axial flow design does not lend itself to cell sorting, because cells 
exiting the orifice are not caught in a laminar flow stream. 
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US-A*4 198 160 discloses a transducer for both electronic cell volume and fluorescent measurements. 
The apparatus uses a capillary tube to discharge a suspension of the particles into a stream of electrolyte 
through a measuring orifice. The measuring orifice and the outlet portion of the capillary tube are aligned 
with and face the optical axis of the optical measurement system. The introduced partical stream is diverted 

5 at right angle at the rear end of the measuring orifice by a glass plate. The optical system is focussed onto 
the rear end of the measuring orifice. 

Transverse flow optical cytometers circumvent some of the problems associated with axial flow. First of 
all, light scatter is possible, since detectors can be placed around the incident light beam (i.e. from a laser) ' 
which intersects the transverse flow. With this arrangement, light scatter intensities can be measured 

io orthogonally to the incident beam.. However, these orthogonal systems measure fluorescence 90° to the 
incident light. The amount of fluorescence measured from a cell at this angle is minimized due to internal 
absorbance of the flourescent light before it exits at right angles to the incident beam. This "darkfield" 
illumination is used because one is assured of the powerful incident laser light not interfering with the 
fluorescent signal measured at 90° to the incident light. Since these geometries are used on water streams 

75 in air, the orthogonal flow optical cytometer must use dry objectives, which limit the numerical apertures to 
0.7 or less. 

ELECTRONIC PARTICLE VOLUME 

20 The basic concept of electronic counting of particles suspended in a conducting fluid passing through a 
small aperture is disclosed in U.S. Patent Number 2,656,508 to Coulter. In this, an electric field is applied 
across the aperture or orifice, so as to cause current flow therethrough. This aperture current is disrupted 
when a particle passes through the aperture, producing a measurable pulse which is used to count the 
particle. 

25 In 1958, Kubitschek in Electronic Counting and Sizing of Bacteria, Nature 182:234-235, 1958, attempted 
to relate the amplitude or area of the pulse to the size of the particle. A large number of publications 
followed which attempted to explain and characterize this relationship. In a 1969 article, Grover et al 
(Electrical Sizing of Particles in Suspension, Biophys J., 9:13981414, 1969) described the "edge effects" 
caused by the compression of the electric field as it passes from a large volume through a small aperture. 

30 That article also described the hydrodynamic flow considerations and the relationship between the particle 
volume and the change in the current observed as the particle traversed the aperture. 

Particle trajectory sensitivity has been a problem in electronic cell volume analysis. Attempted solutions 
to these problems have included hydrodynamic focusing of the particle stream by directing it along the axis 
of the aperture, making the aperture long with respect to its diameter, and electronically rejecting any pulse 

35 shapes which were not Gaussian. Hydrodynamic focusing has been a reasonably effective solution to 
trajectory sensitivity, although the requirement for precise centering of the particle injector with relationship 
to the aperture has resulted in transducer designs which are overly complex. 

Other difficulties encountered in the design of electronic particle detection transducers include (1) 
bubbles from the sample, electrodes, or deaeration of the suspending fluid, (2) electrode products and their 

40 effect on biological cells by changes in cell pH and tonicity, (3) so-called "back cursor" pulses caused by 
particles which have already traversed the aperture circulating back within the region of the aperture outlet 
and (4) clogging of the aperture. The solution to the bubble, and electrode problems have centered around 
isolating the electrodes in separate chambers. Electrode products are minimized by lowering the aperture 
current and providing bubble traps. Back cursor pulses, have been dealt with by electronic discrimination of 

45 the longer back cursor pulses, using a second orifice to prevent recirculation, or flushing the outlet chamber 
with particle fluid. 

Aperture clogging has presented a significant problem to these devices. The apertures are usually 50 to 
100 microns in diameter and clog easily. Back flushing, fluid and sample filtration, and even a miniature 
windshield wiper mechanism as described in U.S. Patent Number 3,259,891 have all been tried, with for the 
so most part unsatisfactory results. 

The literature on electronic cell volume instruments includes various approaches using other than direct 
current through the aperture in order to try to obtain further information on the particles. These include a 
multi-frequency alternating current device, an alternating current device with electrodes inside the aperture, 
and combinations of alternating current and direct current to determine both changes in resistance and 
55 capacitance as a particle traverses the aperture. 
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COMBINED OPTICAL AND ELECTRONIC PARTICLE VOLUME INSTRUMENTS 

It should be apparent that more useful information as to the characteristics of a particle or cell can be 
obtained by the use of both electronic and optical techniques, than by the use of either separately. In 1970, 

5 Leif, in A Proposal for an Automated Multiparameter Analyzer for Cells, Automated Cell Identification and 
Sorting, Academic Press, New York, 1970, pp. 131-159, proposed an instrument which would perform 
multiple optical and electronic measurements. Subsequent literature describes several versions of such a 
device known as AMAC (Automated Multiparameter Analyzer for Cells). One version, known as AMAC I, is 
described by Leif and Thomas in Electronic Cell-Volume Analysis by Use of AMAC I Transducer, Clin. 

w Chem. 19:853-870, 1973. That instrument was an axial flow, transmitted illumination device, suitable for light 
scatter and electronic measurements. While electronic measurements were achieved with this device, no 
optical measurements were ever performed. 

Steinkamp et al, in a New Multiparameter Separator for Microscopic Particles and Biological Cells, Rev. 
Sci. Instr. 44:1301-1310, 1973, described a transducer for performing combined electronic and fluorescence 

is measurements. However, the measurements were not made simultaneously. The electronic measurement 
was made first, then downstream 135 microseconds later the fluorescent measurement was made or- 
thogonal to the cell flow. 

The apparatus of US-A-4 198 160, as described above, employed incident light illumination for 
fluorescence and used a hydrodynamic focusing injector to position the particles. It is possible with this 

20 configuration to measure both parameters closer to each other, but still not truly simultaneously. 

The literature includes a description of an AMAC IV transducer, which is equivalent to the Steinkamp 
apparatus described above, with the inclusion of a water immersion objective to pick up the fluorescence 
orthogonal to the laser excitation of the particle stream. The water immersion objective has a larger 
numerical aperture than air objectives (1.0 vs. 0.7 or less) and hence increased the light gathering ability in 

25 the fluorescence measurement. Independent electronic and fluorescence measurements were made but no 
combined measurements were successful because of the time delay from the electronic to the optical 
measurement. 

The prior art of combined electronic and optical measurements also includes U.S. Patents 3,710,933, 
3,675,768, and 3,770,349. Patent Number 3,710,933 to Fulwyler et al describes a system in which the 

30 electronic and optical measurements are made sequentially, and not truly simultaneously. The Patents 
Numbers 3,675,768 and 3,770,349 to Sanchez describe apparatus which is said to provide both electronic 
measurements and light absorption measurements. 

All of the combined techniques discussed above have used circular apertures in a wall as the 
transducer. There is one report in the literature, however, of an experimental transducer utilizing a square 

35 aperture, although the method by which the square aperture was formed has not been published. This was 
the AMAC III transducer, described in R. A. Thomas et al, Combined Optical and Electronic Analysis of 
Cells With the AMAC Transducers, Journal of Histochemistry and Cytochemistry , Vol. 25 No. 7, pp. 827- 
835, 1977. That transducer used hydrodynamic focusing to direct the particle stream and orthogonal 
fluorescent detection to the laser excited stream. The light measurements were made in a miniature cuvette 

40 which was the electronic aperture, so that theoretically all measurements could be made simultaneously. 

Several common problems have existed in prior art attempts at combined electronic and optical 
cytometry. Unless the measurements are truly made simultaneously, there is a coincidence problem 
involved in accurately relating the two sequential measurements to the same particle. If it is attempted to 
truly make simultaneous electronic and optical measurements, conflicting design considerations are in- 

45 volved. 

With the electronic measurement, the aperture resistance must be large compared to the inlet and 
outlet resistance. If this is not the case, the effective length (i.e. the distance during which the particle 
appreciably affects the current flow) becomes long and the coincidence rate becomes unacceptable. The 
particles must pass rapidly from a region of low current flux to a region of high current flux and back again 
.50 to a region of low current flux. In addition, they must travel along a trajectory which avoids the "edge 
effects." 

With the optical measurements the larger the numerical aperture (N.A.) the more sensitive is the 
measurement. That is, resolving power is directly proportional to N.A., image brightness is proportional to 
(N.A.) 2 , and depth of focus is inversely proportional to N.A. However, a large N.A. implies a large 
55 acceptance angle, which dictates that the object being measured must be as close as possible to the 
collecting lens. 

In any axial flow combined transducer configuration, the electronic and optical design configurations are 
at odds with each other, and concessions must be made which reduces the sensitivity of either or both 
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measurements. For example, in order to maximize the outlet volume for electronic considerations, the 
objective must be moved away from the aperture, which results in either a decrease in N.A. or loss of 
simultaneity of measurement, or both. In the transverse flow geometry, downstream optics has been the 
only solution, which results in the loss of simultaneity of the measurements. 

5 Of all of the prior art constructions, the AMAC III transducer came closest to solving the problems of 
combined electronic and optical measurements. In the AMAC III the square electronic aperture was also the 
optical aperture. By using a square geometry, the inlet and outlet chambers were large in volume with 
respect to the aperture volume, thus accommodating the electronic constraints. The square geometry, 
however, sacrificed N.A. by limiting the acceptance angle to 90° for the fluorescent measurement. The 

10 fluorescence was activated by an orthogonally disposed laser which sacrificed the light gained by incident 
light illumination, but produced good light scatter characteristics. 

A typical flow cytometer for providing simultaneous electronic and optical measurements is disclosed in 
US-A-4 348 107, which was an improvement on the AMAC transducers. The apparatus described includes 
square sensing orifice, upstream and downstream passageways connected to the upstream and down- 

75 stream chambers and aligned with a central flow axis through the square sensing orifice for providing a 
carrier fluid, and a partical introduction tube centraly disposed through the upstream passageway on the 
central flow axis, so that a stream of laminar flow of particles is introduced into the orifice along a linear 
passageway. The apparatus also includes other optical detection and electronic detection members. An 
important improvement of the apparatus over the AMAC transducers is to provide a substantially spherical 

20 element which has a monolithic structure with the square orifice and the upstream and downstream 
chambers formed thereon. This spherical element is an optical element in the optical detection, so that the 
wide divergence of light can be reduced. 

Another particle analyzer and sorter for simultaneous optical and electronical measurements on a 
stream of particles is disclosed in US-A-4 515 274. This analyzer includes a circular sensing orifice, 

25 upstream and downstream channels connected to ends of the circular sensing orifice and aligned with the 
central axis of the orifice, and a sample introduction tube aligned with the central axis of the orifice at flow 
upstream for introducing particles into the laminar flow. US-A-4 515 274 further discloses use of piezo- 
electric crystal means providing high frequency vibration for pinching the flow jet off at a breakpoint into 
well-defined droplets for sorting purposes. One of the important improvements of this analyzer over 

30 conventional apparatuses is introduction of a second sheath liquid travelling "uphill" from the downstream 
channels, so that better hydro-dynamic focussing of the particle stream is provided. 

There is another particle study electronic device, disclosed by FR-A-2 289 902, which discussed the 
method of heating the aperture contents at a certain frequency to produce a cleaning action like ultrasonic 
cleaning action. 

35 As can be seen from the foregoing abbreviated discussion of some of the prior art, the field of flow 
cytometry has and continues to be very active. An unquestioned need exists for a flow cytometer which can 
provide truly simultaneous electronic and optical measurements, without sacrificing any of the sensitivity 
possible with either technique. Additionally, the need exists for improved sensitivity in both electronic and 
optical measurement techniques. 

40 

SUMMARY OF THE INVENTION 

Accordingly, it is an object of this invention to provide an apparatus for improved sensitivity flow 
cytometry. 

45 It is another object of this invention to provide an apparatus for flow cytometry which simultaneously 
provides electronic and optical measurements. 

It is another object of this invention to provide a flow cytometer transducer in which inlet and outlet 
geometries are such as to decrease electronic edge effects through the aperture while providing increased 
electronic sensitivity. 

so According to the invention a flow cytometer is provided for making simultaneous electronic and optical 
measurements on individual particles or cells, comprising a sensing zone having a flow aperture with a 
central axis through which a flow of said individual particles are passed in a direction parallel to the central 
axis of the aperture, a transducer formed of a plurality of polyhedrons joined such that adjacent flat surfaces 
of said polyhedrons define the polygonal aperture at the sensing zone and other surfaces of said 

55 polyhedrons define inlet and outlet chambers, wherein at least one of the polyhedrons defining said 
aperture being an optical element in an optical detection system including light introducing means for 
introducing exciting light through said optical element of said sensing zone into said aperture and means for 
collecting light from a sample particle in said aperture, an inlet passageway means for introducing a stream 
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of electrolyte for provision of a laminar flow of said particles and an outlet passageway means for leading 
said laminar flow of said particles out of said sensing zone, wherein said inlet chamber is formed between 
the end of said aperture and the end of said inlet passageway means, and said outlet chamber is formed 
between the other end of said aperture and the end of said outlet passageway means, particle injector # 

5 means for injecting said particles into said electrolyte before reaching said sensing zone, one or more 
electrodes coupled to said inlet passageway means and one or more electrodes coupled to said outlet 
passageway means, means for establishing an electric current flow through said aperture between said 
electrodes, monitoring means for monitoring the electrical current flow through said aperture, characterized 
in that said inlet and outlet passageway means are positioned respectively at an angle with respect to said 

70 central axis of the aperture for providing a tubular arch-shaped fluid passageway, where the inlet and outlet 
chambers define a part of the arch-shaped fluid passageway, said aperture is at the arch vertex and the 
optical detection system is positioned outside the arch in the neighbourhood of the arch vertex, such that 
said central axis of the aperture at the arch vertex is perpendicular to the optical axis of the detection 
system, so that the particles are in focus only when they are at the arch vertex as they traverse the aperture 

75 jn a direction parallel to the central axis of the aperture, and are not in focus as they approach said aperture 
and as they leave said aperture. 

BRIEF DESCRIPTION OF THE DRAWINGS 

20 Figure 1 is a cross-section of a flow cytometer aperture in accordance with the prior art, illustrating the 
current flux density edge effects. 

Figure 2 is a schematic representation of a flow cytometer aperture having an inlet chamber with angled 
walls. 

Figure 3 is similar to Figure 2 and illustrates various angular relationships concerning a flow cytometer 
25 aperture. 

Figure 4 is a graph illustrating edge effect current flux variations as the angle of the inlet chamber wall 
varies. 

Figure 5 is a graph of the ratio of the inlet chamber cross-section to the aperture cross-section for 
various distances into the inlet chamber, for various configurations of inlet chambers. 
30 Figure 6 is a front elevation of one embodiment of a flow cytometer according to the invention. 
Figure 7 is a side elevation of the cytometer of Figure 6. 
Figure 8 is a cross-section of a portion of the cytometer of Figure 6. 
Figure 9 is a cross-section along the line 9-9 of Figure 8. 

Figure 10 is a top plane view of truncated pyramids forming elements in the cytometer of Figure 6. 
35 Figure 11 is a front elevation showing the truncated pyramids of Figure 10 joined together. 
Figure 12 is a bottom view of the assembly of Figure 11. 

Figure 13 is partly a cross-section of a portion of the cytometer of Figure 6 and illustrates diagrammati- 
cally an optical sensing arrangement as part of the cytometer. 

Figure 14 is a diagrammatic representation of a flow cytometer optical sensing arrangement in 
40 accordance with one embodiment of the invention. 

Figure 15 is similar to Figure 14 and illustrates another embodiment of an optical sensing arrangement. 
Figure 20 is a block diagram of suitable electronics for use with the cytometer of the present invention. 
Figure 21 is a combined electronic particle-fluorescence histogram of Duke Scientific 10 micron 
diameter fluorescent spheres. 
45 Figure 22 is a flow cytometric DNA histogram of nuclei from Wistar rat liver. 

Figure 23 is a flow cytometric DNA histogram of nuclei from normal CF1 mouse kidney. 
Figure 24 is a flow cytometric DNA histogram of nuclei from normal CF1 mouse liver. 
Figure 25 is a flow cytometric DNA histogram of nuclei from normal human breast tissue. 
Figure 26 is a flow cytometric DNA histogram of nuclei from a patient with breast cancer. 
50 Figure 27 is an electronic cell volume plot of Wistar rat liver dissociated with enzymes. 

Figure 28 is a combined plot of electronic nuclear volume and DNA fluorescence of nuclei from a 
patient with breast cancer. 

Figure 29 is a combined plot of electronic nuclear volume and DNA fluorescence of nuclei from Wistar 
rat liver. 

55 Figures 30(a) and 30(b) are electronic nuclear volume and intensity of fluorescence histograms for CF1 
mouse liver nuclei. 

Figure 31 is a combined plot of electronic nuclear volume and DNA fluorescence of CF1 mouse liver 
nuclei. 



6 



EP 0 279 000 B1 

Figures 32 and 33 are reproductions of actual oscilloscope tracings for simultaneous electronic nuclear 
volume and fluorescence pulses for mouse liver nuclei. 

DETAILED DESCRIPTION 

5 

In a flow cytometer according to the present invention an aperture or sensing zone is provided for 
electronic or combined electronic/optical flow cytometers in which an inlet chamber and an outlet chamber 
are provided adjacent the aperture and which have predetermined geometric relationships to the aperture. 
The predetermined geometries of the inlet and outlet chambers decrease the electronic "edge effects" and 

io also result in significantly increased sensitivity of electronic volume measurements of sample particles 
passing through the aperture. 

The prior art of electronic particle volume counters has provided an aperture or sensing zone in the 
form of a small circular hole provided in a wall. Figure 1 illustrates diagrammatically the pattern of the 
current flux density through such an aperture consisting of a circular hole through a wall 1. As can be seen, 

75 the current flux density has a tendency to bunch up at the edge of the circular hole. These "edge effects" 
are responsible for a large amount of false information when attempting to relate the magnitude of the 
change in current to the size or volume of the particle. For example, slight trajectory differences as particles 
traverse the measuring zone result in different amounts of current being blocked by identically sized 
particles. 

20 An inlet and an outlet chamber are provided to the aperture which have chamber walls provided 
immediately adjacent the aperture that have a predetermined geometric relationship to the aperture. 

In accordance with a first aspect as shown in Figures 2 and 3 insofar as decreasing the edge effects, 
assume a chamber 2 where the current flux density is uniform. This chamber connects to an inlet chamber 
having walls 3 making an angle 6 with respect to the plane of an aperture or measuring zone 4. Since 

25 current follows the line of least resistance, it is possible as a first order approximation to stipulate that the 
current flux passing through area zi of chamber 2 will pass through the volume subtended by the angle <£i 
the current flux passing through z 2 , will pass through the volume subtended by $2, and correspondingly for 
z n and * n . Hence, the number of degrees represented by will be inversely proportional to the current flux 
passing through zj (j = 1,...,n). For fixed values of lj (representing a percentage of the width of the measuring 

30 zone of aperture inlet), it is possible to calculate the number of degrees for each corresponding angle 4>j for 
varying values of the angle e. For the prior art arrangement of the hole in the wall, e equals zero. For e 
equals to 90 • , a measuring chamber with no inlet angle would be described. 

Referring to Figure 3, assume for the sake of discussion, that the aperture is 100 microns wide, and that 
an angle <j> is defined as the angle formed from the center of the aperture to its edge (with the inlet 

35 chamber wall at an angle a). Additional angles </>5, 4>z 4>2 4m are the angles formed between the center 
of the aperture and 50, 40, 30, 20, 10 microns from the center, respectively. The distance L shown in Figure 
3 can be described in terms of 0 by 

(1) L = \ base tan 6 = 50 urn x tan d 

40 

therefore, the L can be determined by varying 6. As the angle 6 increases or decreases, the L values can 
be determined. Therefore, the flux line density can be described at the aperture entrance at arbitrary 
distances along the width of the aperture from the center by determining <t> for a given e (or L which is used 
in the calculation). These arbitrary distances can, for example, be multiples of I, which can be 10 urn. 
45 The value for 4>j is then given by 



so a) fj - *<( J -r ) - w-ftt^) s j- 

Table I given below shows the result of this approach. The entrance of the measuring zone or aperture 
has been broken into ten equal width segments, five to either side of the center of the aperture. The 
55 quantity 1/<Jm represents a segment from the center moving toward the edge 10% of the width of the 
aperture; 1/<J> 2 is from 10%-20% of the width; 1/</> 3 is from 20-30%; is from 30-40% of the width; and 
1/</>5 is from 40-50%, i.e., the edge of the aperture. 
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TABLE I 

Distance into the orifice (L) .vs. the inverse of * at 
5 various distances from the centerpoint at the beginning of the 
orifice. 





At 


10 um from 


the center 


(I = 10*0 
/ 


to the 


edge 






(I 


= 50 y m ) 












15 


e 


L 


V*i : 


V*2J 


V*3<\ 




V*5J 




i° 


0.873 


0.0118 


0.402 


1.205 


2.381 


4.000 




2° 


1.746 


0.0125 


0.204 


0.602 


1.205 


2.000 




3° 


2.620 


0.0133 


0.139 


0.405 


0.806 


1.333 




4° 


3.496 


0.0141 


0.107 


0.306 


0.602 


1.000 


20 


10° 


8.816 


0.0206 


0.057 


0.135 


0.253 


0.412 




20° 


18.199 


0.0347 


0.053 


0.090 


0.148 


0.224 




30° 


28.870 


0.0523 


0.064 


0.088 


0.124 


0.172 




40° 


41.955 


0.0746 


0.083 


0.099 


0.124 


0.157 




50° 


59.588 


0.105 


0.111 


0.122 


0.1*40 


0.163 


25 


70° 


137.37 


0.240 


0.243 


0.248 


0.256 


0.265 




85° 


571.50 


1.00 


1.00 


1.00 


1.00 


1.00 




87° 


954.10 


1.67 


1.67 


1.67 


1.67 


1.67 




89° 


2864.5 


5.00 


5.00 


5.00 


5.00 


5.00 



30 As can be seen from Table I, for an inlet angle of 1 • (essentially a hole in a wall) the variation in values 
1/</m to W<f>s is quite large, with very large values near the. edge, i.e., for 1/<f> 5 . As the. inlet angle 0 is 
increased, the dispersion (difference across the measuring inlet in current flux density) decreases. At a 0 of 
50°, the values are almost constant across 1/<fn - 1/<J>5. Figure 4 is a plot of these values. As can be seen 
from Figure 4, the curves converge at around 50 • and remain converged to 90 • . As can be seen from the 

35 curves of Figure 4, significant reduction of the edge effects result from inlet chamber angles 0 of 5° and 
greater. Thus, in accordance with this aspect of the invention, an inlet chamber is provided to the sensing 
chamber with the inlet chamber walls disposed at an angle of 5 • or greater with respect to the plane of the 
aperture, for reducing edge effects. Like considerations apply to providing an exit chamber whose walls are 
disposed at an angle of 5° or greater with respect to the plane of the aperture. 

40 In addition to decreasing edge effects in electronic particle volume cytometers, it is desirable to have as 
sensitive an instrument as possible. The current flux density in the aperture is inversely proportional to the 
cross-sectional area. Hence, when the particle is confined to a small geometrical cross-section, the current 
flux interrupted by the particle will be maximized. Therefore, as the particle is traveling toward the 
measuring zone (i.e., the place where the current flux density is maximized), it is desirable for it to pass 

45 rapidly from a region of low current flux density to a region of high current flux density, i.e., to rapidly pass 
from a zone where it makes no appreciable change in the current to a zone where the change in current is 
a maximum. 

Inlet and outlet chambers are provided adjacent either side of the sensing aperture, with the cross- 
sectional area of the inlet and outlet chambers having a predetermined relationship to the cross-sectional 

so area of the aperture. First, a size parameter, which will be called an "S" unit, is defined as the maximum 
linear dimension or width of the aperture along any plane passing through the axis of the aperture. In 
accordance with this aspect of the invention, the aperture can have any cross-sectional geometric 
configuration, i.e., circular, square, triangular, etc. It has been experimentally determined that at a linear 
distance of two "S" units measured from either side of the aperture into the inlet and outlet chambers, that 

55 the cross-sectional area of the inlet and outlet chambers at these points should be greater than ten times 
the cross-sectional area of the aperture (see Figure 5). If the cross-sectional areas of the inlet and outlet 
chambers at these points is greater than ten times the cross-sectional area of the aperture itself (and 
preferably on the order of twenty - thirty times as much in cross-sectional area), it has been found that 
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sharp, well-defined, electronic particle volume pulses from the electronic cytometer result. 

In accordance with another aspect of this invention, an improved method has been found for 
constructing electronic and/or optical sensing apertures for flow cytometers by cooperative relationship of a 
plurality of polyhedrons. The term "polyhedron" is meant to refer to a multi-sided three-dimensional 

5 polygonal shape. A plurality of these polyhedrons are provided having surfaces which function to define the 
aperture or sensing zone, and also having surfaces defining the geometry of the inlet chamber and the 
outlet chamber so that they have predetermined geometric relationships with respect to the aperture or 
sensing zone, in accordance with the broader aspects of the invention. It is possible to provide such an 
assembly in which the aperture is triangular, square, 5-sided, etc. A triangular aperture is, however, the 

10 preferred embodiment for the many advantages it provides. For making optical measurements, at least one 
of the elements defining the walls of the aperture is part of an optical system. In accordance with the 
invention, at least one element which is part of an optical system can be a transparent cover plate against 
which, i.e. an oil immersion objective is situated, or can itself be a lens forming the first optical element in 
an optical system. If desired, it is possible to provide more than one of the elements defining the walls of 

75 the aperture, even all of them, as a part or parts of an optical system for either introducing exciting light into 
the sensing zone in the aperture or collecting light therefrom. 

Figure 6 shows a front elevation of a portion of an actual apparatus constructed in accordance with 
principles of the present invention. Figure 7 is a side elevation thereof, and Figures 8, 9 and 13 are various 
sectional views thereof. In the drawings, a mounting plate 11 mounts via a clamp member 12 two electrolyte 

20 reservoirs 13 and 14. The electrolyte reservoir 13 is in communication with a suitable source of electrolyte 
through conduit 16. The electrolyte reservoir 14 is coupled through its conduit 17 to a repository for used 
electroylte, which may include a vacuum source or the like for establishing a negative pressure. Alter- 
natively, a pressure can be coupled to the inlet reservoir to establish the required pressure differential 
between the inlet and outlet reservoirs. Disposed within the reservoir 13 (which is the electrolyte supply side 

25 of the device) is an electrode 18. The electrode 18 can be a foil electrode or the like and is electrically 
connected to a lead 19. In a similar fashion, the reservoir 14 has mounted therein an electrode 21 which is 
electrically connected to a lead 22. 

Attached to the bottom of reservoir 13 is a housing 23. The housing 23 has a passageway generally 
indicated by reference numeral 24 formed therein, which is in communication with the interior of reservoir 

30 13. Similarly, a housing 26 is provided mounted to the bottom of reservoir 14 and having a passageway 
generally indicated by reference 27 numeral therein, which is in communication with the interior of reservoir 
14. The housings 23 and 26 have O-ring assemblies 28 and 29, respectively. 

The O-ring assemblies 28 and 29 plug into and mount ceramic blocks 31 and 32. A glass polyhedron 

33 is adhesively secured to surfaces 31a and 32a of the ceramic blocks 31 and 32. As used herein, the 
35 term "polyhedron" is meant to refer to a multi-sided three dimensional geometric shape. In a similar 

fashion, another polyhedron 34 formed of glass is adhesively secured to opposite surfaces of the ceramic 
blocks 31 and 32 (see sectional view in Figure 8). 

In a manner more fully discussed hereafter, the glass polyhedrons 33 and 34 cooperate to define an 
aperture at a sensing zone generally indicated by reference numeral 36 in Figure 6. Further, in a manner 
40 more fully discussed hereafter, the glass polyhedrons 33 and 34 are configured so as to provide inlet and 
outlet chambers to the aperture which have a predefined geometric relationship to the dimensions of the 
aperture. 

The ceramic block 32 is provided with an inlet passageway 37 which couples the passageway 24 to the 
inlet chamber defined by the glass solid polyhedrons 33 and 34. In a similar fashion an oulet passageway 
45 38 extends through the ceramic block 31 to couple an outlet chamber defined by the glass polyhedrons 33 
and 34 to the passageway 27. 

In the specific arrangement shown in and described, two flat surfaces of the glass polyhedrons 33 and 

34 define two walls of a triangular aperture at the sensing zone 36. If desired, an identical third glass 
polyhedron could be provided to form the third wall of the triangular aperture and the third wall of inlet and 

50 outlet chambers. In accordance with the specific embodiment illustrated in the drawings, however, a 
differently configured glass polyhedron in the form of a glass cover plate 39 is provided adhesively secured 
to the glass polyhedrons 33 and 34 and the ceramic blocks 31 and 32 and functioning to define the third 
wall of the triangular aperture at the sensing zone 36 and the third wall of the inlet and outlet chambers. In 
this specific embodiment, a coupling 41 is 'illustrated which is adapted to couple a microscope objective, 

55 such as an oil immersion objective, for optical viewing of the sensing zone 36 through the glass cover plate 
39. 

As shown in the drawings, the ceramic block 32 has an additional sample inlet passageway 42 which 
mounts through a suitable O-ring assembly 43 a sample injector 44. The sample injector 44 extends into 
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the passageway 37 adjacent the beginning of the inlet chamber defined by the glass polyhedrons 33 and 
34. The sample injector 44 is adapted to be coupled to a sample source of particles or biological cells or 
the like, in a manner well known to those skilled in the flow cytometry art. It should be noted as shown in 
the drawings, that the sample injector extends at an angle with respect to the flow path of electrolyte 

5 through passageway 37 and the inlet chamber defined by glass polyhedrons 33 and 34. Suitable provision 
is made via, for example, the O-ring assembly 43, for longitudinally adjusting the sample injector 44 so as 
to position it at various points in the stream of electrolyte flowing through passageway 37 and the inlet 
chamber defined by the glass polyhedrons 33 and 34. 

In accordance with a particular aspect of one embodiment of the invention, a sonicator in the form of a 

w piezoelectric crystal 40 is provided attached to the mounting plate 11 and having suitable leads 47 for 
connection to a source of electrical power. Also as part of the sonication apparatus, a spring assembly 48 
can be provided. 

The manner in which the solid glass polygons 33 and 34 cooperate to define the polygon shaped 
aperture and the inlet and outlet chambers can best be understood by referring to Figures 10, 11 and 12. 

75 Figure 10 shows the glass polyhedrons 33 and 34 which, in accordance with this specific embodiment, are 
truncated pyramids. As illustrated, the glass polyhedron 33 has four sides 33a, 33b, 33c, and 33d. In a 
similar fashion, the glass polyhedron 34 (which can be identical to 33) has four sides 34a, 34b, 34c and 
34d. Each of the glass polyhedrons 33 and 34 have truncated portions generally indicated by 33e and 34e. 
As shown in Figure 11, the two glass polyhedrons 33 and 34 can be joined together by adhesively securing 

20 the surfaces 33d and 34d to one another, with the glass polyhedrons in aligned relationship. When this is 
done, the truncated portions 33e and 34e define (as shown in this particular example) two walls or sides of 
a triangular shaped sensing aperture. To the arrangement of Figure 1 1 , and referring to Figure 6, the glass 
cover plate 39 is then attached to the bottom of the assembly shown in Figure 11 to define the third wall or 
side of the triangular shaped sensing aperture. It should be clear from Figures 10, 11 and 12, that the 

25 truncated portions 33e and 34e define both the cross-sectional area of the sensing aperture and its depth, 
so that they fix the volume of the sensing aperture. 

As apparent from the drawings, adjacent surfaces 33c and 34a define the volume and cross-sectional 
area of either an inlet chamber or an outlet chamber, and the corresponding adjacent surfaces 33a and 34c 
define the other of the inlet or outlet chambers. 

30 Referring back to Figures 6-9, the manner in which the illustrated device generally functions is as 
follows. A flow of electrolyte is established through the sensing zone 36 (a triangular aperture in this specific 
embodiment) from the electrolyte reservoir 13 and back up into electrolyte reservoir 14. This flow of 
electrolyte is established by means such as a vacuum source connected to the conduit 17 of reservoir 14. 
A source of electric potential A.C. and/or D.C. is connected between leads 19 and 22 so that a current flow 

35 is established through the electrolyte between electrodes 18 and 21 via the various passageways and the 
sensing zone or aperture 36. Samples, such as particles or biological cells are injected into the flow of 
electrolyte through the sample injector 44. As the samples are injected into the flow of electrolyte going 
through the aperture or sensing zone 36, upon passage through the aperture they affect the electrical 
resistance between electrodes 18 and 21 in a manner well-known to those versed in the art of flow 

40 cytometry for generating pulses indicative of particle volume measurements. 

In accordance with one aspect of the invention, as more fully discussed hereafter in connection with 
Figure 13, simultaneous optical measurements can be made on a particle or biological cell as it is 
traversing through the aperture or sensing zone 36. That is, the glass cover plate 39 itself forms one of the 
walls of the aperture and is part of an integral optical system focused on the particle or cell while it is in the 

45 aperture. In this manner, truly simultaneous electronic and optical measurements can be made on the same 
exact particle, and no correlation problems arise. 

The angles and dimensions of the various surfaces on the glass polyhedrons 33 and 34 influence both 
the fluidic flow characteristics and the electrical field characteristics through the sensing zone or aperture 
36. As known in the art, it is important to have laminar flow of the electrolyte containing the samples 

50 through the sensing zone or aperture in order to minimize turbulence which would disrupt the position of the 
particles in the sensing zone. It has been found that the triangulated laminar flow sheath provided by the 
triangular aperture and triangular inlet and outlet zones formed in accordance with one embodiment of the 
invention, provides exceptional positional stability to an injected stream of particles injected via sample 
injector 44. 

55 The angle of the walls of the inlet and outlet chambers influence both the fluidic flow characteristics and 
the electrical field characteritics of the device. The inlet and outlet chamber shapes can be calculated to 
produce a continuous fluidic boundary layer from inlet, through the sensing zone, and through the outlet 
chamber, in order to minimize turbulence. In addition, this shape produces a smooth transition from a 
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region of low current flux (i.e. the inlet chamber) to a region of high current flux (i.e. the sensing zone or 
aperture) and back to a region of low current flux (i.e. the outlet chamber). This smooth transition decreases 
the "edge effects" which an abrupt transition from large volume to small volume (i.e. the prior art provision 
of a hole in a wall) induce. By limiting the edge effects, the particle will encounter a region of uniform 
5 current flux during its transit through the aperture or sensing zone. This leads to improved sensitivity of the 
electronic measurements. 

In accordance with the broader aspects of the invention, the walls of the inlet and outlet chambers are 
configured such that they make an angle of 5 • or greater with respect to the plane of the aperture in order 
to decrease the edge effects. Further in accordance with the broader aspects of the invention, the walls of 

w the inlet and outlet chambers are configured such that at a distance of two "S" units away from the sides of 
the sensing aperture the cross-sectional area of the inlet and outlet chambers is at least ten times greater 
than the cross-sectional area of the aperture. These geometric considerations dictate the limit conditions for 
the geometries of polyhedrons used to define the aperture and the inlet and outlet chambers in accordance 
with that aspect of the invention. 

75 In accordance with the embodiments of the invention wherein polyhedrons are used to define the 
aperture and the inlet and outlet chambers, as discussed previously truncated pyramids have been found to 
be advantageous geometries for the polyhedrons, although it is not intended to be limited thereto. Using 
truncated pyramids, either a triangular aperture and inlet and outlet chambers can be formed by assembling 
three identical truncated pyramids, or a square aperture and inlet and outlet chambers can be configured by 

20 assembling four truncated pyramids. Figure 5 is a plot of the ratio between the cross-sectional area of the 
inlet chamber to the cross-sectional area of the aperture versus "S" units away from the entrance of the 
aperture or sensing zone for triangular and square orifices assembled by joining a plurality of truncated 
pyramids. The angular references on the curves in Figure 5 refer to the angles made by the flat walls of the 
inlet and outlet chambers with respect to the axis of the aperture. Using curves like those of Figure 5, the 

25 angles for the truncated pyramids used to assemble the transducer can be calculated in accordance with 
the desired relationship between the inlet and outlet chamber cross-sections and that of the aperture, in 
accordance with the principles of this invention. As can be seen for the case of the triangular aperture with 
a 30° inlet angle, at two "S" units away from the measuring zone, a particle influences the current by about 
three percent of the maximum value. This is derived by the ratio of 31/1 of inlet cross-sectional area to 

30 measuring zone cross-sectional area. Therefore, a particle in the measuring zone will experience a three 
percent coincidence error by a following particle which is two "S" units away from the measuring zone. 

In the specific embodiment of the invention shown in Figure 6, the walls of the two truncated pyramids 
defining two walls of the inlet and outlet chambers were oriented at 50° with respect to the plane of the 
aperture, leading to negligible edge effects in the electronic measurements. Further, the ratio between the 

35 cross-sectional areas of the inlet and outlet chambers at two "S" units from the aperture sides was 
approximately 40 to 1 . This was found to result in sharp, well defined electronic particle volume pulses. 

It should be apparent from the drawings, that in accordance with the invention the flow of electrolyte 
containing samples from the inlet chamber through the aperture or sensing zone and out the outlet chamber 
is an arch-shaped flow, with the aperture or sensing zone at the vertex or "knee" of the arch. This is 

40 important from the standpoint of optical sensing. As clear from the drawings, optical sensing is through the 
glass plate 39 forming one of the walls of the sensing zone. Since the particle path is arched, the particles 
in the sensing zone remain in focus as they traverse across the optical path through the aperture or sensing 
zone. Particles which either have not yet reached the sensing zone or which are leaving the sensing zone 
are not in focus, and hence do not interact with the optical measurement of particles in the sensing zone. 

45 In accordance with one particular feature of one embodiment of the invention, the sample injector 44 is 
not coaxially centrally located, as has been the case in the prior art. Rather, the sample injector is brought 
in at an angle to the triangulated flow sheath of the electrolyte. As the particle injector is moved from edge 
to edge of the triangulated flow sheath, the position of the particles in the sheath and hence in the sensing 
zone or aperture is changed. In this manner, precise positioning of the sample stream in the electrolyte in 

50 order to further minimize electronic field edge effects experienced by the particle stream can be 
accomplished. 

The provision of a triangular-shaped sensing zone or aperture, besides the advantages it offers by way 
of imparting exceptional stability to the triangulated flow sheath, has other advantages. In electronic 
detection of particle characteristics, the volume of the sensing zone or aperture (i.e. the cross sectional area 
55 times the length) is one of the determining factors in the sensitivity of the measurement. For a small particle 
you need a small cross section for greatest sensitivity. The smaller the cross section, however, the greater 
is the tendency to clog. Hence it is advantageous to have a small, cross section yet as large as possible a 
dimension across the cross section in order to decrease clogging. For the case of an equilateral triangle, 
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the longest dimension is 1.35 times as great as a circle with the same cross sectional area. In accordance 
with a specific embodiment of the invention, the triangular orifice or aperture was such that it was 100 
microns on a side and 100 microns long. 

The geometry of a triangular aperture also offers significant advantages with regard to optical 

5 measurements on particles in the aperture. The sensitivity of any optical measurements is related to how 
the quantity of total light, which is emitted from the particle, can be collected, or how much of the incident 
light, which is scattered or absorbed, can be recollected. Using a triangular aperture sensing zone, for the 
case of an equilateral triangle, 120* per side of light gathering can be achieved in the axis of the plane of 
the triangular cross section. In the axis perpendicular to that, 180* is available, depending on the geometry 

70 of the inlet hole. 

One method of establishing a practical optical boundary is by considering the state of the art in 
available microscope objectives. To date, high quality objectives have a Numerical Aperture (N.A.) of 1.25 
to 1 .4. The N.A. is given by the formula: 



75 N.A. = n Q sin 0 



20 



where n 0 is the index of refraction of the object space and $ is the half angle of acceptance of light. Since 
these lens are maximized to work in an objective space of n 0 = 1.515, then a range of 8 may be 
determined for these lens, i.e., N.A.= 1.25 = 1.515 sin 6. 

1.25 



5ln - 825 

sin •o-jljfc. .92 

N.A. » 1.25, 6 L » 55" 

N.A. = 1.4, e„ = 67° 

30 



so a practical optical geometrical limit for the best commercially available microscope optics is a half angle 
of light acceptance between 55° and 67*. This fits right in the range of acceptance angle provided by one 
side of a triangular aperture. 

35 In accordance with one specific embodiment of the invention shown in Figure 13, in which the optics 
are indicated in diagrammatic form, oil immersion objective 51 is provided adjacent the glass cover plate 
39, and focused on the sensing zone or aperture 36. A suitable light source 52 is provided for introducing 
exciting light into the sensing zone via means such as beam splitter 53. Assuming that fluorescent 
measurements are to be made with respect to samples in the sensing zone 36, the light source 52 can 

40 either be a mercury bulb or a laser, emitting light, for example, in the ultraviolet spectrum. In any event, the 
exciting light is introduced through the oil immersion objective 51 into the sensing zone or aperture 36. 
Assuming that the samples flowing through the aperture or sensing zone 36 have been properly prepared, 
i.e. stained or the like in the case of biological cells, they will emit characteristic fluorescent light. This light 
is collected by the oil immersion objective 51 and passed through the beam splitter 53 to an optical 

45 detector 54, such as a photo multiplier tube or the like. Since in the specific embodiment being discussed 
the aperture is triangular, light is collected by the oil immersion objective 51 over an acceptance angle of 
120°, providing a N.A. of 1.3. As an alternative to providing the glass cover slip 39 as part of the optical 
system, the element defining that wall of the aperture or sensing zone can be a lens itself. 

In the descriptions of the polyhedrons 33 and 34 and cover plate 39, they have been referred to as 

50 "glass." No particular limitation is intended by the use of such term, the point being that the elements 
defining the walls of the sensing aperture have optical qualities such that they can form part of a system for 
making optical measurements with respect to particles in the sensing aperture. In a particular embodiment, 
the polyhedrons 33 and 34 were made from optical flats of BK7 glass, with precision lapping at desired 
angles to form the desired truncated pyramids. Whatever the material chosen for the polyhedrons 33 and 

55 34, care should be taken to use a material for the blocks 31 and 32 (Figure 1) that has an equivalent 
thermal coefficient of expansion. 

In the description of Figure 7, reference was made to a piezoelectric crystal 40. It has been found that 
providing such a sonic vibration apparatus is a very effective means of clearing any clogs that might arise in 
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the sensing aperture 36. Temporarily applying electrical power to the piezoelectric crystal sets up sonic 
vibrations through the electrolyte in the cytometer, and has been found to be very effective in clearing clogs 
that occur at the sensing aperture 36. As an alternative to providing a piezoelectric crystal affixed to the 
cytometer mounting plate as shown in Figure 7, a piezoelectric crystal or other sonic vibration generating 

5 element can be coupled to the sample injector 44. This would serve to set up localized sonic vibrations in 
the electrolyte near the sensing aperture 36. 

Suitable electronic circuits for processing, recording and displaying data from the electronic and optical 
measurements are described in the literature and known to those skilled in the flow cytometry art. Figure 20 
illustrates in block diagram form one exemplary electronic arrangement suitable for this purpose. The 

10 electronic channel can include pulse storage and shaping circuitry 106, followed by amplifier/filter circuitry 
107, and an analog to digital- converter 108 which couple the electronic measurement signal into a 
multiparameter analyzer 109. The optical channel includes a suitable optical detector 111, coupled through 
amplifier/filter 112 and analog to digital converter 113 to the multiparameter analyzer 109. If desired, a real 
time display circuit 114 can be provided to provide a display of the relatively unprocessed signals from the 

75 electronic and optical channels. 

Figure 20 illustrates only one optical channel feeding into the multiparameter analyzer 109. Of course, if 
more than one optical detector is employed as in various of the embodiments of the invention, a 
corresponding plurality of optical channels can be provided. 

As is conventional, the multiparameter analyzer 109 inputs to a suitable computer 116 which can 

20 perform various data manipulation and correlation. Connected to the computer can be data storage means 
117 and a graphics means 118 for providing graphs and the like. 

Figure 14 is a diagrammatic representation of one of the many possible alternate embodiments of this 
invention in which more than one side of the triangular aperture or sensing zone can be used for making 
optical measurements. In Figure 14 the triangular aperture or sensing zone 56 is shown as formed by flat 

25 surfaces of three polyhedrons 57, 58 and 59. The polyhedrons 57, 58 and 59 can be made of glass and 
have flat surfaces 57a, 58a,. and 59a defining the walls of the triangular aperture or sensing zone 56. The 
polyhedrons themselves can be ground so that they function as lenses for the respective sides 57a, 58a 
and 59a of the aperture. Such additional lens elements as necessary can be provided in the optics for the 
three sides of the aperture 56, but are not shown in Figure 14 for simplicity. Referring to the side of the 

30 aperture defined by surface 57a, means can be provided for introducing exciting light into the aperture to 
excite a particle (indicated by the dashed line 60) by means of a light source 61 and a beam splitter 62. 
Means such as an optical detector 63 are provided for detecting the light emitted by particle 60 through the 
wall 57a of the aperture 56. 

In a similar fashion, means can be provided in the form of a light source 64 and a beam splitter 66 for 

35 introducing exciting light into the aperture through the wall 58a thereof. Likewise, an optical detector 67 can 
be provided for detecting the light emitted by the particle 60 through the wall 58a of the aperture. In the 
same fashion, a light source 68 and beam splitter 69 can be provided for introducing exciting light through 
the wall 59a of the aperture. Means such as an optical detector 71 can be provided for detecting the light 
emitted by the particle through the, wall 59a. 

40 The light sources 61, 64, and 68 can all be identical, i.e. ultraviolet sources, for fluorescent measure- 
ments or the like on the particle 60, or they can be different. Further, if desired, only one light source can 
be provided, with detectors being provided on two or all three sides of the aperture 56. The point is that by 
collecting light on all three sides of the aperture 56, an effective N.A. of three times the N.A. for one side, 
i.e. 3.9, can be achieved, vastly improving the sensitivity of optical measurements. 

45 Various different schemes for using only one light source and one optical detector, while at the same 
time increasing the effective N.A. are possible. Thus, in Figure 14, only the one light source 64 and one 
optical detector 67 could be provided for introducing exciting light through the aperture surface 58a and 
collecting light from the particle 60 through the surface 58a. To increase the effective N.A., the surfaces 57a 
and 59a can be mirror surfaces or the other surfaces of the polyhedrons 57 and 59 can be mirrored, so as 

50 to reflect all light emitted by the particle 60 back through the surface 58a of aperture 56 for detection by the 
optical detector 67. Alternatively or additionally, the mirrored surfaces can function to reflect portions of the 
exciting light onto the particle 60. 

Turning to Figure 15, there is shown still another possible embodiment of the invention in which light 
scatter measurement techniques are combined with fluorescent measurement techniques. In Figure 15, 

55 polyhedrons 72 and 73 are provided having flat surfaces 72a and 73a defining two walls of a triangular 
aperture or sensing zone 74. In the specific embodiment shown in Figure 15 a glass cover plate 76 is 
shown as constituting the third wall 76a of the aperture 74, although it should be understood that instead of 
the glass cover plate 76 another polyhedron could be provided. With regard to the fluorescent measure- 
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ment, a light source 77 and beam splitter 78 combine to focus light from the light source 77 through 
suitable optics (not shown) through the wall 76a onto particles (such as indicated by dashed line 79) in the 
aperture or sensing zone 74. Assuming that the particle has been suitably prepared by staining or the like, 
fluorescent light emitted by the particle is focused through the suitable optics (not shown) on an optical 

5 detector 81. Thus far, the optical system functions like that shown and described in reference to Figure 13. 
Additionally, however, provision can be made for simultaneously making light scatter measurements with 
respect to the particle or sample 79. In this, provision can be made for a light source 82 and beam splitter 
83 to couple suitable light, such as red laser light, through the wall 76a of the aperture 74. Multiple 
detectors, such as illustrated by optical detectors 84, 86 and 87 can be positioned at various angles 0 1, 0 

w 2, and 0 3 around the periphery of the elements defining the transducer for respectively detecting, for 
example, forward light scatter, 90° light scatter and back scatter. Advantageously, for the forward light 
scatter measurement, the apex of the triangular aperture (reference numeral 75) functions as a field stop. 

By incorporating an arrangement such as schematically shown in Figure 15 into the apparatus of Figure 
6, it can be seen that electronic particle volume, fluorescence, and light scatter measurements can all be 

75 made simultaneously on the same particle or cell sample in the sensing zone or aperture. 

Referring now to Figures 21 through 33, there is presented a numbeer of examples of various tissues 
prepared for DNA and/or electronic cell volume analysis utilizing one embodiment of a flow cytometer 
transducer in accordance with this invention. Specifically, this data was obtained using the flow cytometer 
illustrated in Figure 6. 

20 Figure 21 is a combined electronic particle volume and fluorescence (530 nm) histogram of Duke 
Scientific 10 micron diameter fluorescent spheres. Figures 22-26 show DNA histograms (i.e. fluorescence 
measurements) of mouse, rat and human origin. Thus, Figure 22 is a flow cytometric DNA histogram of 
nuclei from Wistar rat liver; Figures 23 and 24 are similar DNA histograms of nuclei from normal CF1 
mouse kidney and liver, respectively; Figure 25 is a flow cytometric DNA histogram of nuclei from normal 

25 human breast tissue; and Figure 26 is a flow cytometric DNA histogram of nuclei from a patient with breast 
cancer. 

All of the tissue samples used for the data of Figures 22-26 were prepared utilizing a nuclear isolation 
medium which contained DAPI, a DNA specific dye. The nuclear isolation medium utilized is disclosed in a 
patent application filed April 24, 1981, in the name of Jerry T. Thornthwaite, and entitled "Nuclear Isolation 

30 Medium and Procedure for Separating Cell Nuclei." As can be seen from Figures 22-26, the coefficient of 
variation ranged between 1-2% for the DNA histograms, illustrating the efficacy of the optical aspect of the 
transducer of this invention. 

Figure 27 is an electronic cell volume histogram of Wistar rat liver cells, which were enzymatically 
dissociated with collagenase and trypsin, and measured with the transducer of this invention. 

35 Examples of combined electronic nuclear volume (as differentiated from cell volume) and DNA 
fluorescence are illustrated in Figures 28, 29 and 31 . Again, these samples were prepared using the same 
nuclear isolation medium and dye as the samples for Figures 22-26. 

In Figures 30(a) and 30(b), 256 channel single parameter data of CF1 mouse liver nuclei by electronic 
nuclear volume and DNA fluorescence is shown. These data illustrate the application of the transducer of 

40 the present invention in the simultaneous analysis of a variety of samples utilizing fluorescent and electronic 
impedance measurements. 

Figures 32 and 33 further illustrate the simultaneous nature of the electronic nuclear volume and DNA 
fluorescence measurements possible with the transducer of this invention. Figures 32 and 33 are reproduc- 
tions of dual channel oscilloscope tracings of electronic and optical measurements on mouse liver. Again, 

45 the mouse liver tissue samples were prepared using the same nuclear isolation medium and dye as the 
previous examples, and the optical measurements were of fluorescence. As can be seen from these 
Figures, the transducer of the present invention truly results in simultaneous electronic volume and optical 
measurements. 

so Claims 

1. A flow cytometer for making simultaneous electronic and optical measurements on individual particles 
or cells, comprising a sensing zone (36) having a flow aperture with a central axis through which a flow 
of said individual particles are passed in a direction parallel to the central axis of the aperture, a 
55 transducer formed of a plurality of polyhedrons (33, 34) joined such that adjacent flat surfaces of said 
polyhedrons define the polygonal aperture at the sensing zone (36) and other surfaces of said 
polyhedrons (33, 34) define inlet and outlet chambers, wherein at least one of the polyhedrons (33, 34) 
defining said aperture being an optical element in an optical detection system including light introduc- 
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ing means (41, 51, 53, 72, 73, 76) for introducing exciting light through said optical element of said 
sensing zone into said aperture and means (41, 51, 54, 63, 67, 71, 109) for collecting light from a 
sample particle in said aperture, an inlet passageway means (37) for introducing a stream of electrolyte 
for provision of a laminar flow of said particles and an outlet passageway means (38) for leading said 

5 laminar flow of said particles out of said sensing zone (36), wherein said inlet chamber is formed 
between the end of said aperture and the end of said inlet passageway means (37), and said outlet 
chamber is formed between the other end of said aperture and the end of said outlet passageway 
means (38), particle injector means (44) for injecting said particles into said electrolyte before reaching 
said sensing zone (36), one or more electrodes coupled to said inlet passageway means and one or 

10 more electrodes coupled to said outlet passageway means, means for establishing an electric current 
flow through said aperture between said electrodes, monitoring means for monitoring the electrical 
current flow through said aperture, characterized in that said inlet and outlet passageway means (37, 
38) are positioned respectively at an angle with respect to said central axis of the aperture for providing 
a tubular arch-shaped fluid passageway, where the inlet and outlet chambers define a part of the arch- 

75 shaped fluid passageway, said aperture is at the arch vertex and the optical detection system is 
positioned outside the arch in the neighbourhood of the arch vertex, such that said central axis of the 
aperture at the arch vertex is perpendicular to the optical axis of the detection system, so that the 
particles are in focus only when they are at the arch vertex as they traverse the aperture in a direction 
parallel to the central axis of the aperture, and are not in focus as they approach said aperture and as 

20 they leave said aperture. 

2. A flow cytometer in accordance with claim 1 , wherein said particle injector means (44) is positioned at 
an angle with respect to flow of said electrolyte, and configured to include adjust means for adjusting 
said particle injector means (44) to selectively inject the particles into different regions of the flow 

25 sheath of said electrolyte to control the position of the sample stream in the aperture. 

3. A flow cytometer in accordance with claim 1 or 2 further including a sonic vibration generation means 
(40) for generating sonic vibrations through said electrolyte near said sensing zone (36) to clear any 
clogs. 

30 

4. A flow cytometer in accordance with one of claims 1 to 3, wherein said aperture has a triangular cross 
section perpendicular to its central axis. 

5. A flow cytometer in accordance with one of the claims 1 to 4, wherein at least one of said inlet 
35 chamber and said outlet chamber having walls disposed at an angle of at least 5 • with respect to the 

plane of said aperture, and at least one of said inlet and outlet chambers at a distance from the 
aperture of twice the width of the aperture in a plane through its axis having a cross-sectional area at 
least 10 times the cross-sectional area of said aperture. 

40 6. A flow cytometer in accordance with claim 4, wherein the walls of said triangular aperture are formed 
by truncated surfaces of two truncated pyramids and an optical flat cover plate. 

7. A flow cytometer in accordance with one of claims 1, 4, and 6, wherein said means for collecting light 
comprises at least one optical detector (63, 86, 87) positioned at a predetermined angle with respect to 

45 the exciting light, for detecting light scattered by the particles. 

8. A flow cytometer in accordance with one of claims 1, 4, and 6, wherein said means for collecting light 
includes at least one optical detector (54, 63) for detecting fluorescent light emitted by the particle. 

so 9. A flow cytometer in accordance with claim 4, wherein at least a wall or surface of said aperture is a 
mirrored surface for reflecting light emitted by a sample particle through another wall or surface of said 
aperture. 

Patentanspruche 

55 

1. DurchfluBzytometer, urn gleichzeitig elektronische und optische Messungen an einzelnen Partikeln oder 
Zellen vorzunehmen, welches umfafit: eine Abfuhlzone (36), welche eine DurchfluBoffnung mit einer 
zentralen Achse hat, durch welche ein Strom dieser individuellen Partikel in einer Richtung parallel zur 
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zentralen Achse der Offnung geleitet wird, einen Wandler, der durch eine Vielzahl von Polyedern (33, 
34) gebildet wird, die so miteinander verbunden sind, daB aneinandergrenzende ebene Flachen dieser 
Polyeder die Polygonoffnung an der Abfuhlzone (36) definieren und andere Flachen dieser Polyeder 
(33,34) eine EinlaB- und eine AuslaBkammer definieren, wobei mindestens eines der Polyeder (33, 34), 

5 die diese Offnung definieren, ein optisches Element in einem optischen Nachweissystem ist, das Licht 
einleitende Mittel (41, 51, 53, 72, 73, 76) fur das Einleiten von erregendem Licht durch dieses optische 
Element der Abfuhlzone in die Offnung und Mittel (41, 51, 54, 63, 67, 71, 109) fur das Erfassen von 
Licht von einem Probe-parti kel in der Offnung beinhaltet, ein EinlaBkanalmittel (37) fur das Einleiten 
eines Elektrolytstroms, urn fur eine laminare Stromung dieser Partikel zu sorgen und ein AuslaBkanal- 

w mittel (38), urn diesen laminaren Strom dieser Partikel aus der Abfuhlzone (36) herauszuleiten, wobei 
die EinlaBkammer zwischen dem Ende der Offnung und dem Ende des AuslaBkanalmittels (38) gebildet 
wird, Partikel-Einspritzmittel (44) fur das Einspritzen der Partikel in den Elektrolyten vor dem Erreichen 
der Abfuhlzone (36), eine Oder mehrere Elektroden, die mit dem EinlaBkanalmittel gekoppelt sind und 
eine oder mehrere Elektroden, die mit dem AuslaBkanalmittel gekoppelt sind, Mittel zum Aufbau eines 

15 Flusses von elektrischem Strom durch die Offnung zwischen den Elektroden, ein Uberwachungsmittel 
fur die Uberwachung des elektrischen Stromflusses durch die Offnung, dadurch gekennzeichnet, daB 
das EinlaBund das AuslaBkanalmittel (37, 38) entsprechend in einem Winkel bezogen auf die zentrale 
Achse der Offnung so positioniert sind, daB fur einen rohrenformigen bogenformigen Flussigkeitskanal 
gesorgt wird, wobei die EinlaB- und die AuslaBkammer einen Teil des bogenformigen Flussigkeitska- 

20 nals definieren und das optische Nachweissystem auBerhalb des Bogens in der Nahe des Bogen- 
Scheitelpunktes positioniert ist, derart,. daB die zentrale Achse der Offnung am Bogen-Scheitelpunkt 
senkrecht zur optischen Achse des Nachweis-systems liegt, so daB die Partikel nur dann im Brenn- 
punkt sind, wenn sie sich am Bogen-Scheitelpunkt befinden, wenn sie die Offnung in einer Richtung 
parallel zur zentralen Achse der Offnung durchqueren und nicht im Brennpunkt sind, wenn sie sich der 

25 Offnung nahern und wenn sie die Offnung verlassen. 

2. DurchfluBzytometer nach Anspruch 1, bei welchem das Partikel-Einspritzmittel (44) unter einem Winkel 
bezogen auf die Stromung des Elektrolyten positioniert und so gestaltet ist, daB es ein Einstellmittel fiir 
das Einstellen des Partikel-Einspritzmittels (44) einschlieBt, urn selektiv die Partikel in verschiedene 

30 Regionen des Stromungsmantels des Elektrolyten einzuspritzen, urn die Position des Probenstroms in 
der Offnung zu steuern. 

3. DurchfluBzytometer nach Anspruch 1 oder 2, welches weiterhin ein Schallschwingungs-Erzeugungsmit- 
tel (40) fur das Erzeugen von Schallschwingungen durch den Elektrolyten in der Nahe der Abfuhlzone 

35 beinhaltet, um irgendwelche Klumpen aufzulosen. 

4. DurchfluBzytometer nach einem der Anspruche 1 bis 3, bei welchem die Offnung einen dreieckigen 
Querschnitt senkrecht zu seiner zentralen Achse hat. 

40 5. DurchfluBzytometer nach einem der Anspruche 1 bis 4, bei welchem mindestens eine Eintritts- oder 
Austrittskammer Wande hat, die unter einem Winkel von mindestens 5* bezogen auf die Ebene der 
Offnung angeordnet sind und mindestens eine Eintritts- oder Austrittskammer in einem Abstand von der 
Offnung vom Doppelten der Breite der Offnung in einer Ebene durch ihre Achse angeordnet ist, die 
eine Querschnittsflache von mindestens dem 10-fachen der Querschnittsflache der Offnung hat. 

45 

6. DurchfluBzytometer nach Anspruch 4, bei welchem die Wande der dreieckigen Offnung durch abge- 
stumpfte Flachen von zwei Pyramidenstumpfen und eine optische ebene Deckelplatte gebildet werden. 

7. DurchfluBzytometer nach einem der Anspruche 1, 4 und 6, bei welchem das Mittel fur das Sammeln 
50 von Licht mindestens einen optischen Detektor (63, 86, 87) umfaBt, der in einem vorbestimmten Winkel 

bezogen auf das erregende Licht positioniert ist, um Licht nachzuweisen, das durch die Partikel 
gestreut wird. 

8. DurchfluBzytometer nach einem der Anspruche 1 , 4 und 6, bei welchem das Mittel fur das Sammeln 
55 von Licht mindestens einen optischen Detektor (54, 63) fur den Nachweis von fluoreszentem Licht 

beinhaltet, das von dem Partikel emittiert wird. 
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9. DurchfluBzytometer nach Anspruch 4, bei welchem mindestens eine Wand oder Flache der Offnung 
eine verspiegelte Flache fur das Reflektieren von durch einen Probenpartikel emittierten Lichtes uber 
eine andere Wand oder Flache der Offnung ist. 

5 Revendications 

1. Cytometre a circulation destine a effectuer des mesures Electroniques et optiques simultanEes sur des 
particules ou cellules individuelles, comprenant une zone (36) de detection ayant une ouverture de 
circulation qui a un axe central et par laquelle un courant de particules individuelles circule en direction 

70 parallele a I'axe central de I'ouverture, un transducteur forme de plusieurs polyedres (33, 34) raccordSs 
de manidre que les surfaces plates adjacentes des poly&dres dElimitent I'ouverture polygonale dans la 
zone de detection (36) et que d'autres surfaces des polyedres (33, 34) dElimitent des chambres 
d'entree et de sortie et dans lequel Tun au moins des polyedres (33, 34) delimitant I'ouverture est un 
element optique d'un systeme de detection optique comprenant un dispositif (41, 51, 53, 72, 73, 76) 

75 d'introduction de lumi&re d'excitation par I'intermEdiaire de lament optique de la zone de detection 
dans Touverture, un dispositif (41, 51, 54, 63, 67, 71, 109) destine a collecter la lumiere d'une particule 
Echantillon presente dans Touverture, un passage d'entree (37) destine a introduire un courant 
d'electrolyte afin qu'il forme un Ecoulement laminaire de particules, et un passage de sortie (38) 
destine a conduire I'Ecoulement laminaire des particules en dehors de la zone de detection (36), dans 

20 lequel la chambre d'entree est formee entre I'extremite de I'ouverture et I'extremite du passage 
d'entree (37), et la chambre de sortie est formee entre I'autre extremite de I'ouverture et I'extremite du 
passage de sortie (38), un dispositif injecteur de particules (44) destine a injecter les particules dans 
I'dlectrolyte avant qu'il n'atteigne la zone de detection (36), une ou plusieurs Electrodes couples au 
passage d'entree et une ou plusieurs Electrodes couplees au passage de sortie, un dispositif destine a 

25 etablir un courant electrique passant dans I'ouverture entre les electrodes, et un dispositif de controle 
du courant electrique circulant par I'ouverture, caracterise en ce que les passages d'entrEe et de sortie 
(37, 38) sont disposes respectivement en direction inclinEe par rapport a I'axe central de I'ouverture 
afin qu'ils forment un passage tubulaire de fluide en forme d'arc, dans lequel les chambres d'entree et 
de sortie delimitent une partie du passage de fluide en forme d'arc, I'ouverture se trouve au sommet de 

30 Tare et le systeme de detection optique est place en dehors de Tare au voisinage du sommet de Tare 
afin que I'axe central de I'ouverture, au sommet de Tare, soit perpendiculaire a I'axe optique du 
systeme de detection, si bien que les particules sont focalisees uniquement lorsqu'elles se trouvent au 
sommet de Tare lorsqu'elles passent dans I'ouverture en direction parallele a I'axe central de 
I'ouverture, et ne sont pas focalisees lorsqu'elles se rapprochent de I'ouverture et lorsqu'elles s'eloi- 

35 gnent de I'ouverture. 

2. Cytometre a circulation selon la revendication 1 , dans lequel le dispositif (44) injecteur de particules est 
dispose en direction inclinee par rapport au courant de I'Electrolyte, et sa configuration comporte un 
dispositif d'ajustement du dispositif (44) injecteur de particules afin que les particules soient injectees 

40 selectivement dans des regions differentes de la gaine du courant d'electrolyte et qu'il regie la position 
du courant echantillon dans I'ouverture. 

3. Cytometre a circulation selon la revendication 1 ou 2, comprenant en outre un dispositif (40) gEnErateur 
d'une vibration acoustique destine a creer des vibrations acoustiques dans I'electrolyte a proximitE de 

45 la zone de detection (36) afin que des bouchons soient degages. 

4. Cytometre a circulation selon Tune des revendications 1 a 3, dans lequel I'ouverture a une section 
triangulaire perpendiculaire a son axe central. 

so 5. Cytometre a circulation selon Tune des revendications 1 a 4, dans lequel Tune au moins des chambres 
d'entree et de sortie a des parois faisant un angle d'au moins 5 • avec le plan de I'ouverture, et Tune 
au moins des chambres d'entree et de sortie, a une distance de I'ouverture Egale au double de la 
largeur de I'ouverture dans un plan passant par I'axe, a une section au moins dix fois supErieure a celle 
de I'ouverture. 

55 

6. Cytometre a circulation selon la revendication 4, dans lequel les parois de I'ouverture triangulaire sont 
formSes par des surfaces tronquEes de deux troncs de pyramide et une plaque optiquement plate de 
couverture. 
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7. Cytometre a circulation selon Tune des revendications 1, 4 et 6, dans lequel le dispositif destin6 a 
collecter la lumiere comprend au moins un detecteur optique (63, 86, 87) faisant un angle predetermine 
avec la lumfere d'excitation et destine a d^tecter la lumiere dispers£e par les particules. 

5 8. Cytometre a circulation selon Tune des revendications 1, 4 et 6, dans lequel le dispositif destinS a 
collecter ia lumiere comprend au moins un detecteur optique (54, 63) destine a detecter la lumiere de 
fluorescence £mise par la particule. 

9. Cytometre a circulation selon la revendication 4, dans lequel une paroi ou surface au moins de 
w ^ Touverture est une surface reflechissante destinSe a refl^chir la lumiere 6mise par une particule 
Schantillon a travers une autre paroi ou surface de Touverture. 



75 



20 



25 



30 



35 



40 



45 



50 



18 



EP 0 279 000 B1 



F I G. I 




FIG. 2 




19 



EP 0 279 000 B1 



30 °r&/}rtGi£-£ > 




£ 5 



^3 4 5 6 

tf/V/vs AMiy reoM rue fA>r?e4KCE 



FtG.3 




20 



EP 0 279 000 B1 




21 



EP 0 279 000 B1 




22 



EP 0 279 000 B1 





Ft 6. 8 



&3 




23 



EP 0 279 000 B1 



FIG. 10 




24 



EP 0 279 000 B1 



V 



z7 



#4 



s 



-/3 



23 



2£ 
27- 



*4 




6. 13 




£OU/ZC£ 



25 



EP 0 279 000 B1 





26 



EP 0 279 000 B1 



/0f 




/7/ZP 



/*7 




Y 



/// 



F I G. 20 



27 



EP 0 279 000 B1 



32n 



4> 
E 



FIG. 21 I 



2t 
o 



o 

Q. 
O 

'E 
o 

w 
O 
— 



Duke Scientific 

10 micron diameter 
Fluorescent spheres 



32 



Intensity of fluorescence 



651 i 



O 



J8 

6 



FIG. 22 







Rat Liver 






Diploid — 63.6% 






Tetroploid* 30.9% 




CV- 1. 12 


Xn 2.04% 






CV-I.I 6 









250 



500 



750 



1000 



Intensity of fluorescence 



28 



EP 0 279 000 B1 



65 1 _ 



o 
Z 

O 

q> 
E 
2 



y^/ G. 23 





CV-0.97 Mouse Kjdney 




G| 0 = 92.2% 




S =4.9 % 




G 2 M=2.9% 


X 


1 ■ i 



250 500 750 

Intensity of fluorescence 



1000 



651 i 



o 



2 
£ 



94 



Mouse Liver 
2N = 49.4% 
4N= 282 % 
8N* 7.4 % 
I6N= 1.3 % 



377 



190 

CV-0.89 



F IG.24 



i 



CV-0.83 
8X seal* 



744 

8X /\ CV-0.86 



i ~ — i 

250 500 750 

Intensity of fluorescence 



1000 



29 



1 



EP 0 279 000 B1 



65! 



-2 
o 



FIG. 25 



Normal Human Breast 



CV-2.16 



250 



500 750 

Intensity of fluorescence 



—i 

1000 



651 1 



Humon Breast Tumor 



u 

3 



O 

-Q 

£ 



FIG. 26 



250 500 750 

Intensity df fluorescence 



iooo 



30 



EP 0 279 000 B1 




Electronic cell volume 



32n 



Human Breast Tumor 



Fl G. 28 



4> 

E 

O 

o 



o 
o 

w 

u 
Ul 



. r 1. 



i i " ' i 

0d G t Sf G*m 32 

Intensity of fluorescence 



31 



EP 0 279 000 B1 



32 



4> 

£ 

3 



FIG. 29 



5 



o 

-2? 
u 

3 



O 

Lul 



Rat Liver 



■ « 



'Sr. 



2N 4N 32 

Intensity of fluorsecence 



-2 
u 

3 



FIG. 30 



..2* 


4 






\ 8 




I 




16 



Mouse Liver 

4 



256 



0 I28 
ELECTRONIC NUCLEAR VOLUME 



u 



16 



0 128 256 

INTENSITY OF FLUORESCENCE 

(b) 



32 



EP 0 279 000 B1 



FIG 31 



Mouse Liver 



ft 






• • 


m 






• • 










* 






mm •• 








• 


• 


• 




9 • 


>• 


• 


• 


• *• 




• 


» 

• 






• 


mm 




to 


• 

• • 

• ;:: • 


■• • •• 
•». 

. ; . U : . 

• 

• • • 

• • 





X 1 1 1 T-i 

0 2C 4C 8C 160 32 

Intensity of fluorescence 



33 



EP 0 279 000 B1 



) 



I 



i 




F/<7. JJ 



ECV 



Fluorescence 



ECV 



Fluorescence 



34 



